hour at 37°C, 5% CO 2 and the excess unbound bacteria were washed 3 times with 0.5 ml PBS.
201
Excess liquid on the coverslips was removed and the 12-well plates containing the coverslips 202 were exposed uncovered to air, flavorless ECIG-generated (± 20 mg/ml nicotine) or cigarette 203 smoke for up to 75 puffs. to adhere the coverslips to the stubs and 1 to 2 hours was allowed for complete adherence. In the 
Statistical analysis

228
Mean and standard error of the mean (SE) were calculated for nicotine in BHI broth. The current work demonstrates that flavorless ECIG aerosol ± nicotine has little to no 319 toxic effect on the in vitro growth of the four oral commensal streptococci tested here. Our data 320
Effects of flavorless ECIG aerosol and smoke on CFU counts
show that CFUs for all four species exposed to flavorless ECIG aerosol ± nicotine can grow 321 similar numbers and to similar sizes as compared to their untreated counterparts. Our data also 322 demonstrate that bacteria attached to coverslips and exposed to flavorless ECIG aerosol ± 323 nicotine are also able to grow biofilms like their untreated controls. However, when bacteria are 324 exposed to cigarette smoke, growth of colonies and biofilms is severely impaired or completely obliterated. Furthermore, it is evident that nicotine is not the culprit of this impairment since 326 ECIG aerosol contained a higher concentration of nicotine than cigarette smoke on a per puff 327 basis (Figure 2) . Altogether, based on these results we propose that flavorless ECIG aerosol ± 328 nicotine does no apparent harm to these four oral bacteria under the conditions tested.
330
Overall, flavorless ECIG aerosol (± nicotine) appears to have little or no effect on CFU 331 number and colony size of all bacteria tested (Figures 3 and 4) . S. gordonii and S. intermedius 332 exhibit a slight decrease in CFU number when exposed to 25 and 50 puffs of aerosol without 333 nicotine, respectively, and S. gordonii exhibits a slight increase in colony size when exposed to 334 50 puffs of aerosol without nicotine. Likely, these differences are due to inherent variability 335 associated with CFU plating [41] and not an effect contradictory to the overall trend. 
